and liver were unaffected. The solution added directly to pooled rat sera in vitro also elevated the apparent triglyceride concentrations, propylene glycol being the responsible agent. Essentially all of the propylene glycol was recovered as apparent triglyceride. This type of chemically induced artifact can be corrected for by determining a blank on each unknown (i.e., the hydrolysis step is omitted from the procedure). Subtraction of the blank concentration from the total triglyceride concentration yields the true triglyceride concentration. Extraction of the unknown by the Folch procedure also eliminates interference from propylene glycol. methods for triglycerides and the results expressed as tnolein (2) (without the use of unknown-containing blanks), cholesterol (6), phospholipids (7), and free fatty acids (8) . The standard errors of these methods in this laboratory are 2.5 mg/dl, 2,2 mg/dl, 2.6 mg/dl, and 20 imol/liter, respectively.
Materials and Methods
Liver total lipids were determined gravimetrically.
In vitro studies were performed to test the separate dose responses of serum triglycerides to Nembutal sodium solution, sodium pentobarbital in aqueous solution, and propylene glycol. A serum pool was prepared from the blood of 34 male Long-Evans rats killed by decapitation. A working solution of sodium pentobarbital, 100 mg/dl, in propylene glycol (0.8 ml/dl) was prepared by bringing 2 ml of stock Nembutal sodium solution to 100 ml with distilled sterile water. Similarly, a working solution of sodium pentobarbital, 100 mg/cl without propylene glycol, was prepared by transferring 100 mg of crystalline sodium pentobarbital (Nembutal, Abbott) to a 100-ml volumetric flask and diluting to volume with distilled sterile water. A working solution of propylene glycol (0.8 ml/dl) was prepared by transferring 2 ml of a 40% propylene glycol solution to a 100-ml volumetric flask and diluting to volume with distilled sterile water.
Ten conditions, each with five replicates, were tested in vitro. To test tubes containing serum were added sterile water, a working solution of Nembutal sodium solution, sodium pentobarbital in aqueous solution, or propylene glycol; concentrations are given in Table 2 . Triglyceride analysis was performed by the same method used in the in vivo study. The triglyceride concentrations were determined by a single analytical run on each of the samples.
An additional group of 10 adult male Long-Evans rats were anesthetized with 50 mg of sodium pentobarbital per kilogram body weight in the form of Nembutal sodium solution. Exactly 5 mm after injection, the rats were killed by decapitation.
Blood from each rat was collected in a test tube, permitted to clot, centrifuged and the serum separated into two aliquots. One aliquot was analyzed for triglycerides as in the initial study, but an unsaponified serum containing blank was included for each sample analyzed. The second aliquot was Folch extracted, the extract was washed with saline (9 g NaC1/liter), and both the organic and aqueous phases were analyzed for triglycerides.
The data were analyzed by the appropriate estimates of error and by Student's t-test (9) .
Results
The response of serum and liver lipid to a single i.p. injection of Nembutal sodium solution is presented in Table  1 . Serum triglyceride concentrations were 267, 619, and 813% higher in rats injected with 0.5, 1.0, and 2.0 ml of Nembutal sodium solution per kilogram body weight, respectively, than in uninjected rats (group A), P < 0.01. Injections of Nembutal sodium solution had no effect on the liver triglyceride concentrations or the other lipid fractions determined in the serum and liver of these animals.
Results of the in vitro study, in which graded doses of All groups were statistically compared to group A. ** P <0.01. The age of the 20 animals used in this study was 154 ± 1.0 (SD) days and the composite body weight was 440 ± 6.4 (SD) g.
Nembutal sodium solution (Abbott). b Body weight.
Mean ± SD. Nembutal sodium solution were added directly to pooled sera from decapitated rats, are shown in Table  2 
